20 In this study we investigated the performance of two norbormide (NRB)-derived fluorescent probes, 21 NRB MC009 (green) and NRB ZLW0047 (red), on dissected, living larvae of Drosophila, to verify their 22 potential application in confocal microscopy imaging in vivo. To this end, larval tissues were exposed 23 to NRB probes alone or in combination with other commercial dyes or GFP-tagged protein markers.
155 Food intake test 156 The food intake test was conducted in third instar larvae starved for 1 hour in 20% sucrose dissolved 157 in PBS. The starved larvae were then divided into three groups, separately fed with brilliant blue R 158 dye 0.08%, NRB MC009 , or NRB ZLW0047 (both at a concentration of 20 µM) dissolved in liquid food 159 (sucrose 20% and 20% dry yeast in PBS) for 30 min (21), frozen at -80° C and imaged using a Leica 160 MZ 16 FA microscope. To estimate food intake, the area of dye-labeled gut, visible through the 8 161 cuticle, was quantified relative to larval total body area. 10 larvae for each experiment were used and 162 the experiment was repeated three times. Image analysis was performed with ImageJ 1.52h software. 175 Male and female w [1118] flies were placed in a tube with standard food containing vehicle, NRB MC009 , 176 or NRB ZLW0047 20 µM, and grown at 25 °C. After 5-6 days, parent flies were removed and analyzed 177 to verify probe intake. Eggs were left to develop in food containing one of each of the NRB 178 fluorescent probes until the eclosion. Two parameters were considered in the evaluation of toxicity: 179 1) eclosion rate (percent of emerged flies versus the total number of pupae, including the dead ones); 
